Pygo2 has been discovered as an important Wnt signaling component contributing to the activation of Wnt-target gene transcription. In the present study, we discovered that Pygo2 mRNA and protein levels were up-regulated in the majority of (152/209) human brain glioma tissues and five glioma cell lines, and significantly correlated with the age, the WHO tumor classification and poor patient survival. The histone methyltransferase complex components (WDR5, Ash2, and menin, but not CXCC1 or NCOA6) were down-regulated at the promoter loci of Wnt target genes after Pygo2 knockdown, and this was accompanied by the down-regulation of Wnt/β-catenin pathway activity. Further, we demonstrated that the involvement of Pygo2 in the activation of the Wnt pathway in human glioma progression is through up-regulation of the H3K4me3 (but not H3K4me2) by promoting the recruitment of the histone methyltransferase MLL1/MLL2 complex to Wnt target gene promoters. Thus, our study provided evidence that Pygo2 functions as a novel prognostic marker and represents a potential therapeutic target.
Scientific RepoRts | 6:22066 | DOI: 10.1038/srep22066 cells 13 . There is a highly conserved structure named the PHD domain with a Zn 2+ coordinating finger in the C terminus of Pygo2 14 ; previous studies have shown that PHD-containing proteins can act as protein code readers to link the chromatin remodeling complex to specific changes in gene transcription, as demonstrated for the Wnt/β -catenin target genes. However, the regulation of Pygo2 protein expression in malignancy remains poorly understood.
The catalysis of the histone tails plays a crucial role in regulating chromatin structure and controlling transcriptional activity. Histone H3 trimethylation at lysine 4 (H3K4me3) is associated with gene expression in eukaryotes [15] [16] [17] . The generation of mono-, di-, and tri-methylated histone is catalyzed by lysine methyl transferases family 2 (KMT2) members. This family of enzymes is found within a macromolecular complex known as COMPASS and is highly conserved from yeast to humans. There are seven members in the Set1/COMPASS complex in yeast, which was identified as the first H3K4 methylase. In mammalian cells, the complex bears five COMPASS family members (SET1, MLL1 and MLL2, and MLL3 and MLL4) that share five common components (ASH2L, RBBP5, DPY30, HCF1 and WDR5). Each COMPASS family member consists of a complex of specific subunits. In fact, SET1 complexes uniquely associate with WDR82 and CXXC1,while MLL1/MLL2 complexes associate with Menin and MLL3/4 complexes contain PTIP,PA-1, UTX, and NCOA6 18 . Here, we investigated the Pygo2 expression profile in human brain glioma and found that the Pygo2 protein and mRNA were over expressed in the majority of patient glioma tumor tissues. The high expression level of Pygo2 indicated a high risk for brain glioma oncogenesis. We also confirmed that Pygo2 was located in the nucleus of glioma cells using immunofluorescence staining and immunohistochemistry. We demonstrated that the level of H3K4me3 was reduced using Pygo2-specific RNA interference knockdown technology, resulting in the inhibition of the activation of Wnt pathway target genes. These results showed an indispensable role for Pygo2 in the growth of the human brain glioma U-87MG and U251 cell lines. These finding suggest the efficacy of Pygo2 as a diagnostic and prognostic biomarker in patients with glioma.
Results

Over-expression of Pygo2 in primary glioma tissues and cell lines. To investigate the abnormal
Pygo2 expression in human glioma, QRT-PCR was first performed and the Pygo2 expression normalized to β -actin in each sample. As shown in Fig. 1A , Pygo2 mRNA expression in the majority (152 out of 209) of primary glioma tissue samples (d) was increased compared with that in normal tissues (n = 9) (a), while peritumoral tissues (n = 13) (b) showed no significant changes. The quantified Pygo2 mRNA levels were shown in Fig. 1B . These data showed that Pygo2 mRNA level was significantly increased in the glioma tissues (P < 0.01).
Our data are consistent with previous reports that Pygo2 mRNA expression is increased in several cancer models such as NSCLC, breast cancer and ovarian cancer, among others [19] [20] [21] . To assess a potential of Pygo2 as diagnostic and prognostic marker of glioma, we generated ROC curves and found that the Pygo2 mRNA level in glioma tissues substantially differs from that in control subjects, with an AUC value of 0.91 (Fig. 1C) . Using the criterion value of 1.4, the sensitivity and specificity values were 0.78 and 1, respectively, to identify a patient with glioma, indicating that Pygo2 serves as an excellent glioma marker.
Western blot analysis was then used to examine the protein expression of Pygo2 in glioma tissues which were classified into anaplastic astrocytoma tissue, diffuse astrocytoma tissue, yellow astrocytoma tissue, and normal tissue (Fig. 1D,E) . Up-regulation of Pygo2 was observed in anaplastic astrocytoma (Apa-tis), diffuse astrocytoma (Dfu-tis) and yellow astrocytoma (Yel-tis) when compared with peritumoral tissue (Ptu-tis) and normal brain tissue (NB-tis). We also used western blot and qRT-PCR analyses to examine the expression of Pygo2 and β -actin (as control) in five glioma cell lines, TJ861, A172, U373, U251 and U-87MG and found that Pygo2 protein and mRNA levels are both up-regulated as compared with normal human microglia primary cells (Glia) (Fig. 1F-H) . These data underscore the importance of Pygo2 as a specific biomarker for the diagnosis of glioma. In addition, and since aberrant over-expression of Wnt components has been previously reported in human glioma 15, 22 , our present result suggests that there may be a functional significance of the Pygo2 over-expression in the Wnt signaling in human glioma.
Pygo2 over-expression correlates with glioma clinicopathological features and patient survival. We next investigated the correlation of the Pygo2 expression level with clinicopathological features. We found that over-expression of Pygo2 in human brain glioma significantly correlates with the age and the tumor grade by WHO, but not with the gender (Table 1 ). This result signifies that over-expression of Pygo2 occurred more frequently in the elderly (> 50 years) and advanced tumors (P < 0.01).
To further investigate whether the expression level of Pygo2 correlates with the survival of glioma patients, Kaplan-Meier analysis for the WHO tumor phases of 209 human brain glioma patients and 9 normal subjects was used (Fig. 2) . We found that patients with Pygo2 over-expression have a poorer overall survival than those with Pygo2 normal expression ( Fig. 2A ). When patients with Pygo2 over-expression were further classified into four phases, those within phases III (n = 59, P = 0.041) and IV (n = 47, P = 0.046) showed poorer overall survival than those with Pygo2 normal expression, but those within phases I (n = 26, P = 0.34) and II (n = 77, P = 0.54) showed no significant difference compared with those with Pygo2 normal expression. Overall, our data showed that abnormal Pygo2 expression correlates with tumor progression and poor prognosis in human brain glioma.
Nuclear localization of Pygo2 in glioma tissues and cell lines. To investigate the prevalence of Pygo2 expression in human brain glioma and normal tissues, we analyzed the in situ localization of Pygo2 in 231 tissues from archived surgical samples. The expression of Pygo2 was assessed semi-quantitatively based on the staining intensity and percentage of Pygo2 protein stained in both the nucleus and cytoplasm. Pygo2 was undetectable or barely detectable in the nucleus of normal or peritumoral tissues (Fig. 3A, "− ") . In contrast, with the increase of glioma malignant potential, the nuclei of astrocytoma tissues were round, triangle or fusiform, and cells were Figure 1 and were obtained under the same experimental conditions. Data were presented as mean ± SD. Two-tailed Student's t-test was used. *P < 0.05 and **P < 0.01. moderately abnormal, with uneven distribution and a single or dual core, Pygo2 protein was mainly expressed in the nucleus and much less in the cytoplasm (Fig. 3B , "+ "). Anaplastic astrocytoma showed higher cell density and mitotic activities than that in astrocytoma tissues (Fig. 3C , "+ + ") with a malignant potential between low potential malignancy astrocytoma and glioblastoma Multiforme. Pygo2 protein was strongly expressed in the nuclei of Glioblastoma tissues (Fig. 3D-F) , which indicates endothelial cell hyperplasia, atypical proliferation, and increased karyokinesis. Overall, glioma from astrocytoma and glioblastoma Multiforme, but not normal or peritumoral tissues, had weak ("+ ", 7.38%) to strong ("+ + + ", 29.53%) Pygo2 nuclear accumulation.
To further investigate the subcellular localization of endogenous Pygo2, we examined rat astrocytes in primary cultures by co-immunofluorescence with confocal microscopy. Endogenous Pygo2 protein was predominantly found in nuclei while it was weekly expressed in the cytoplasm ( Fig. 3H-M ). These observations are consistent with a role of Pygo2 as a nuclear protein in malignant glioma disease.
Pygo2 knockdown suppresses the activity of the canonical Wnt signal pathway in glioma cell lines. Previous studies have revealed that Pygo2 acts as a core component of the Wingless/Wnt signaling pathway in Drosophila 23, 24 . Pygo2 binds with other proteins such as Armadillo/β -catenin, Legless/Bcl9 and Pan/ Tcf to form a functional complex critical in transcriptional activation 25 . To investigate roles of Pygo2 protein in the β -catenin pathway in glioma, we performed TOP/FOP flash analysis using the TOPflash reporter system in human brain glioma U-87MG and U251 cell lines. Three specific shRNAs with independent sequences against Pygo2 mRNA were designed to avoid possible off-target effects produced by shRNA. We found that the transfected Pygo2 shRNAs knock down the expression of Pygo2 mRNA in human brain glioma U-87MG and U251 cell lines, while the control scr-shRNA had no effect (Fig. 4C,D) . We also found that the TOP flash activity which dictates the β -catenin pathway transcriptional activity is significantly decreased any of the three Pygo2 shRNAs (Fig. 4A,B) .
To further confirm the inhibition of the Wnt/β -catenin pathway by Pygo2 knockdown, the mRNA and protein expression of the Wnt/β -catenin pathway downstream targets such as Cyclin D1, C-myc, Cyclin A, CD44, and β -actin (control) was checked. We found that the protein and mRNA levels of Cyclin D1, C-myc, Cyclin A and CD44 are both decreased by Pygo2 shRNA3 (Fig. 4E-H) . Overall, these data revealed that Pygo2 also plays important regulatory roles in the Wnt/β -catenin pathway in human brain glioma cell lines.
Pygo2 knockdown reduces the H3K4me3 protein expression. Histone H3K4me3, modified in mammals by conserved COMPASS proteins, was generally considered a hallmark of transcriptional activation. And as previous studies have revealed, human Pygo2 protein could stimulate the transcriptional activation by directly binds H3K4me2 and H3K4me3 26, 27 , but could Pygo2 affect the H3K4me2/3 protein expression, it was unclear. We therefore wanted to investigate whether and how shRNA knockdown of Pygo2 affects the protein levels of H3K4me2/3. A chromatin immunoprecipitation (CHIP) assay was performed to examine the enrichment of H3K4me2/3 on the Wnt/β -catenin pathway target gene promoters in human glioma U-87MG and U251 cell lines. We indeed found that H3K4me2/3 are present on the promoter of the CD44 and CyclinD1, and that the amount of H3K4me3, but not H3K4me2, bound to the CD44 and CyclinD1 gene promoters is decreased following knockdown by Pygo2 shRNA3 (Fig. 5A-D) . Western blot assay was also used to investigate the global protein level of H3K4me2 and H3K4me3. It was revealed that the global protein level of H3K4me3, but not that of H3K4me2 and histone H, is decreased in the presence of Pygo2 shRNA3 (Fig. 5E,F) . Collectively, these data suggest that Pygo2 not only binds to the H3K4me2/3 but also regulates the H3K4me3 level on the promoters of Wnt/β -catenin pathway target genes while it has no effect on H3K4me2.
Pygo2 knockdown inhibits the recruitment of histone methyltransferase complex to the Wnt target genes promoters. We next investigated a possible link between Pygo2 and KMTs. Histone H3 methylation is known to be catalyzed by lysine methyl transferases (KMTs). Eg, KMT2 trimethylates histone H3K4 and is part of the highly conserved COMPASS complex. Thus we examined whether any COMPASS or COMPASS-like complex is present on the promoter of pathway target genes and is regulated by Pygo2. For this we performed further CHIP assays in human brain glioma cell lines. Indeed we found that WDR5 and Ash2, two core components of the COMPASS complex 28, 29 , are interact with the CD44 and CyclinD1 promoters, and down-regulated by Pygo2 knockdown (Fig. 6A,B,D,E) . We also examined the expression of menin, the product of the multiple endocrine neoplasia type 1 (MEN1) tumor suppressor gene, which is known to be associated with MLL1/MLL2 histone methyltransferase (HMT) complexes, CXCC1 and NOCA6, specific subunits of SET and MLL3/MLL4, respectively. We found that menin expression, but not that of CXCC1 or NOCA6, diminished by Pygo2 knockdown (Fig. 6C,F,G-J) . In summary, our data suggest that Pygo2 recruits the MLL1/MLL2 histone methyltransferase complex to Wnt/β -catenin target gene promoters to activate these genes through modifying histone H3 Lys4 trimethylation. Pygo2 knockdown inhibits glioma cell proliferation, migration and invasion. We next examined the effects of Pygo2 on malignant phenotypes in glioma cells, including proliferation, migration and invasion. For this we performed MTT assays and found that the proliferation of glioma U251 and U-87MG cells is significantly decreased by Pygo2 knockdown (Fig. 7A,B) . We next utilized transwell assays to determine the effect of Pygo2 on cell migration. For this we incubated glioma cells in transwell chambers for 6 hours before counting cells that have crossed the insert (see Methods). We found that, compared with control U-87MG and U251 cells, those transfected with Pygo2 shRNA3 show significantly decreased migratory ability (Fig. 7C,D) . To examine the effect of Pygo2 on cell invasion, we cultured knockdown by shRNAs on the expressed of H3K4me2 and -3, present on the promoters of CD44 and CyclinD1, in human brain glioma U-87MG (A) and U251 (B) cell lines. The enrichment of H3K4me2/3 was measured by CHIP. Histone H3 was used as a negative control. (E,F) Effects of Pygo2 knockdown by shRNAs on the total protein expression of H3K4me2 and -3 in human brain glioma U-87MG (E) and U251 (F) cell lines. The protein levels were measured by western blot assay, with histone H3 used as a negative control. Arrows (→) indicate cropping lines and gels were obtained under the same experimental conditions. **P < 0.01 and ***P < 0.001. Figure 6 . Effects of Pygo2 knockdown by shRNAs on the recruitment of histone methyltransferase complex to the Wnt target genes promoters. The core components of COMPASS-like complex, WDR5 and Ash2 on the promoters of Wnt/β -catenin pathway target genes in human brain glioma U251 (A,B) and U-87MG (D,E) cell lines were examined. The specific subunit of the MLL1/MLL2 histone methyltransferase (HMT) complex, menin (C,F), and specific subunits of SET-1 and MLL3/MLL4, CXXC1 (G,I) and NCOA6 (H,J), were also examined similarly. *P < 0.05 and **P < 0.01. U-87MG and U251 cells transfected with Pygo2 shRNA3 in transwell chambers pre-coated with matrigel for 8 hours before measurements. We found that Pygo2 knockdown significantly decreases the ability of cells to cross the matrigel (Fig. 7E,F) . Taken together, our data demonstrated that Pygo2 knockdown significantly inhibits glioma cell proliferation, invasion and migration. 
Discussion
Previous studies have revealed that Pygo2 is over-expressed in several types of tumor and plays important roles in tumor progression 30, 31 . Here we demonstrated that the mRNA and protein of Pygo2 are both elevated in human glioma tissues and cell lines compared to normal tissues and paraneoplastic tissues. Furthermore, we showed that Pygo2 expression strongly correlates with clinical and pathological features of glioma. In fact, the expression of Pygo2 was significantly higher in ttissues from the elderly and more severe (classified by WHO) glioma patients. By use of Kaplan-Meier analysis and survival curve, we also revealed correlation of Pygo2 abnormal expression with poor prognosis in human brain glioma patients.
We also examined the prognostic value for tissues with high Pygo2 expression using a Cox proportional hazard model. Univariate analysis identified stage clinically classified by WHO and found that Pygo2 expression is a poor prognosticator for overall patient's survival (P = 0.035), while other features including age and gender are not significantly associated with overall patient's survival. Patients with high Pygo2 expression correlated with a higher risk of human brain glioma progression compared to patients with low Pygo2 expression (P < 0.001). Furthermore, a multivariate analysis was performed and found that high Pygo2 expression is an independent feature for poor overall survival in human glioma patients (HR = 5.798, 95% CI = 1.137-29.582, P = 0.035) ( Table 2 ). The abnormal expression of Pygo2 has a high risk to brain glioma oncogenesis.
By immunohistochemical assays and the immunofluorescent staining in human brain glioma tissue and cell lines we also provided further evidence to show that Pygo2 is a nuclear protein, consistent with previous reports about the nuclear localization of Pygo2 cancerous lung tissues 18, 32 . However, we also found that Pygo2 is present in the cytoplasm in which its role remains to be determined.
One function of mammalian Pygo2 is that Pygo2 acts downstream of β -catenin to efficiently activate Wg/Wnt target gene transcription according to reported epistatic and molecular analyses 33 . And this is achieved by tethering to the β -catenin transcriptional complex via the interaction of its PHD domain with HD1 domain of protein Lgs/Bcl9, and using its conserved N-terminal homology domain (NHD) 34 . Previous studies have also provided strong evidence for the PHD domain of mammalian Pygo2 proteins to directly bind H3K4me2 and -3 25, 26 . In the present study we discovered a novel function of Pygo2 as being able to regulate H3K4 trimethylation through specifically up-regulating the H3K4me3, but not the H3K4me2, expression.
It was reported Pygo2 proteins stimulated speculations concerning its potential role in the transcriptional regulatory function of Pygo2. For example, mediates the binding to Lgs/Bcl9 as well as with the chromatin at Wnt target loci and recruits/stabilizes the interaction of transcriptional co-factors with β -catenin 22 . Our result also demonstrated that in human glioma brain cell lines Pygo2 plays a crucial role in activating the transcription of Wnt genes and regulating the recruitment of f WDR5 and Ash2, two core components of the COMPASS complex, and menin, a specific component of the MLL1/MLL2 histone methyltransferase (HMT) complex, to the Wnt pathway target gene promoter loci. In addition, it was discovered that the latency associated nuclear antigen (LANA) interacts with Pygo2 protein by proteomic screen 35 . As we know, the Kaposi's sarcoma-associated herpesvirus (KSHV) LANA functions in latently infected cells as an essential participant in KSHV genome replication and as a driver of deregulated cell growth. It is thus interesting to determine in the future whether Pygo2 interacts with LANA and is involved in virus latent and cracking progress.
In eukaryotes, covalent modifications of histone tails play a key role in regulating chromatin remoulding and controlling transcriptional activity 23 . Furthermore, H3 trimethylated at lysine 4 (H3K4me3) is associated with chromation activation and gene expression 36, 37 . From the result of our study, the global level of H3K4me3 was decreased, we also consider another gene expression could be activated just not only the Wnt pathways, which will be subjects of future studies.
Materials and Methods
Clinical specimens. A total of 209 human glioma tissues,13 peritumoral tissues and 9 adjacent normal tissues were collected from human glioma patients in the First Affiliated Hospital of Anhui Medical University (Anhui, China), Fourth Hospital of Hebei Medical University (Tumor Hospital of Hebei Province, Hebei, China), Hubei General Hospital (Renmin Hospital of Wuhan University, Hubei, China), and Zhongnan Hospital of Wuhan University (Hubei, China) between 2004 and 2013 during surgery and made into paraffin sections (4 μ m), No enrolled patients underwent radiation or chemotherapy prior to surgery. All specimen collections and studies thereof were approved by the Ethics Committee of the source hospitals and all patients provided the written informed consent for this study. All experiments were performed in accordance with principles expressed in the Declaration of Helsinki or other relevant guidelines and regulations.
Cell culture and transfection. The human brain glioma U-87MG and U251 cell lines were purchased from the Cell Center of Institute of Biochemistry and Cell Biology, Chinese Academy of Sciences (Shanghai, China). Cells were cultured in Dulbecco's modified Eagle's medium (DMEM) (Gibco, USA) supplemented with 10% fetal bovine serum (Gibco, USA), 100 U/ml penicillin G and 100 μ g/ml streptomycin at 37 °C in a humidified incubator containing 5% CO 2 . Human microglia cells (Cat#1900, ScienCell, USA) were used as control. The Lipofectamine 2000 Transfection Reagent (Invitrogen, Carlsbad, CA, USA) was used to transfect the U251 and U-87MG cell lines according to the manufacturer's instructions. U251 and U-87MG cells were treated with Lipofectamine 2000 followed by transfection with the Pygo2 shRNA1, Pygo2 shRNA2, and Pygo2 shRNA3 shRNA-expressing recombinant plasmids and scr-shRNA, which was used as a negative control.
RNA extraction and reverse-transcription quantitative PCR (qRT-PCR).
RNAs were extracted using Ambion ® RNA extraction kit (Cat# 10928-034, Life Technologies, USA) according to the manufacturer's instructions. Then, RNAs were than reverse transcribed and amplified by qRT-PCR using the SuperScript ® One-Step RT-PCR System with Platinum ® Taq DNA Polymerase (Life Technologies, USA) on a 7500 Real Time PCR System (Applied Biosystems, Mannheim, Germany). The annealing and extension steps were separated as follows (three-step cycling):
Step 1, 1 cycle at 45-55 °C for 20 minutes plus 94 °C for 2 minutes; step 2, 35 cycles of denaturing at 94 °C for 15 seconds, annealing at 55-60 °C for 30 seconds and extending at 68-72 °C for 1 minute/kb.
Western blotting and immunofluorescence. Total proteins from lysates of tissues and U-87MG and U251 cell lysates were extracted by re-suspending the cell pellets in RIPA buffer (150 mM NaCl, 50 mM Tris (pH 7.4) and 1% Triton X-100). Approximately 55 μ g of total protein per sample was separated by SDS-PAGE and then transferred to a nitrocellulose membrane. Western blot analyses were performed with polyclonal antibodies against Pygo2, CyclinD1, CyclinA, C-myc, CD44 (Santa Cruz Biotechnology, USA), H3K4me3, anti-H3K4me2, and H3 (Sigma, USA), monoclonal β -actin antibody as control (Sigma, USA). Immunofluorescence was performed using a standard procedure with primary antibodies against Pygo2 (Santa Cruz Biotechnology, USA) and GFAP (Sigma, USA).
Immunohistochemistry. Paraffin sections were deparaffinized successively in 100% xylene, 95% alcohol, 90% alcohol, 80% alcohol and 70% alcohol and then rehydrated for 10 minutes. Then, hydrogen peroxide (0.3% v/v) was applied to block endogenous peroxide activity and the samples were microwave heated in 15 μ M citrate buffer (pH 6.0) for 3 minutes to expose the antigen site. Paraffin sections were then incubated with normal goat serum to reduce non-specific antibody binding. Then, the glioma tissue sections were incubated with a Pygo2 polyclonal antibody (1:500 dilution, Santa Cruz Biotechnology). Rabbit immunoglobulin (1:500 dilution) was used as a negative control. Antibody staining was performed by overnight incubation at 4 °C with gentle shaking. Then, the samples were incubated with the secondary biotinylated goat anti-rabbit serum immunoglobulin G (IgG) antibody at 37 °C for 30 minutes. After washing, the paraffin sections were incubated with streptavidinavidin-conjugated horseradish peroxidase for 30 minutes. Counterstaining with hematoxylin was carried out for 30 minutes, and the paraffin sections were dehydrated in ethanol prior to mounting. Estimation of Pygo2 staining in tissue sections was performed according to the immunohistochemical assessment used (Popadiuk et al.) . Briefly, the Pygo2 staining intensity was scored as: − (no signal), + (weak), + + (moderate), or + + + (strong).
TOP/FOP flash luciferase assay. Luciferase activity was evaluated using the Dual Luciferase Reporter Assay System (Promega, USA). The human brain glioma U-87MG and U251 cell lines were transfected with TOP-flash or FOP flash plasmid (Promega, USA) along with an internal Renilla control plasmid (Promega, USA) according to the manufacturer's protocol.
Chromatin immunoprecipitation assay. U-87MG or U251 cells (~5.5 × 10 6 cells) were cross-linked by the addition of 1% formaldehyde in PBS and incubated for 10 minutes at 37 °C. The cells were washed twice in PBS and lysed in SDS lysis buffer (1% SDS, 40 mmol/L Tris (pH 7.9), 15 mmol/L EDTA, 1.5 mmol/L DTT, and protease inhibitors). The lysate was sonicated for 15 seconds in a Bioruptor 14 times. Soluble material was purified and diluted 10-fold in dilution buffer (100 mmol/L NaCl, 1.5 mmol/L DTT, 25 mmol/L Tris-HCl (pH 7.9), 2.5 mmol/L EDTA, 2% Triton X-100, and protease inhibitors) and incubated with the appropriate antibody (polyclonal antibodies against WDR5, Ash2, menin, CXXC1 or NCOA6) or control rabbit IgG overnight at 4 °C, and then incubated with 60μ l of Protein A Agarose/Salmon Sperm DNA under reverse rotation at 4 °C for 2 hours. The beads were washed four times with wash buffer and once in TE buffer. The beads were resuspended in elution buffer (100 μ l 1 M NaHCO3 and 100 μ l 10% SDS) and reverse DNA/protein cross-linked at 65 °C overnight. Elution buffer (2 μ l 10 mg/ml Proteinase K, 10 μ l 0.5 M EDTA, 20 μ l 1 M Tris (PH 6.5), and 1 μ l RNaseA (MBI)) was added for 2 hours at 45 °C. Binding to the DNA promoter was assessed by quantitative PCR using the primers listed in Table 3 .
MTT assay. Cells (1 × 10 5 cells/well) were seeded into 6-well plates. The cell proliferation was examined at 12, 24, 36 and 48 hours after transfection. Cells were stained at the indicated time points with 100 μ l sterile MTT dye (0.5 mg/ml, Sigma, USA) for 4 hours at 37 °C, followed by removal of the culture medium and the addition of 150 μ l DMSO (Sigma). The number of viable cells was assessed by measurement of the absorbance at 490 nm. All experiments were performed in triplicates.
Cell migration and invasion assays. For cell migration assays, 1 × 10 4 cells in 100 μ l DMEM without fetal bovine serum were seeded on a fibronectin-coated polycarbonate membrane insert in a transwell chamber (Costar Corning, USA). In the lower chamber, 500 μ l DMEM with 10% fetal bovine serum was added as chemo-attractant. After the cells were incubated for 6 hours at 37 °C with 5% CO2, the insert was washed with phosphate buffered saline, and cells on the top surface of the insert were removed with a cotton swab. Cells adhering to the lower surface were fixed with methanol, stained with crystal violet solution, and quantified with ImageJ software. All assays were independently repeated at least three times. The procedure for cell invasion assays was similar to that of cell migration assays, except that the transwell membranes were precoated with 24 μ g/μ l matrigel (R&D Systems Inc., USA) and that cells were incubated for 8 hours at 37 °C with 5% CO2. Cells adhering to the lower surface were counted the same way as in cell migration assays.
Statistical analysis. Statistical analysis was performed using SPSS 13.0 for Windows. The χ 2 test was used to evaluate the relationship between Pygo2 expression profiles and clinicopathological features. Receiver operating characteristic (ROC) analysis was performed to determine the diagnostic performance of Pygo2 mRNA expression levels in distinguishing patients with glioma from healthy control subjects. Sensitivity against 100% specificity was plotted for each cutoff threshold; the area under the curve (AUC) values that reflect the probability of correctly identifying glioma patients from control subjects were computed. Kaplan-Meier analysis was used to evaluate the probability of patient survival, and distributions were evaluated using the long-rank test. The Cox proportional hazard models were used to calculate hazard ratios and identify factors affecting the survival. Differences in characteristics or values were examined by the χ 2 and Fisher's exact tests. Statistical significance was based on a P-value of 0.05. Table 3 . Primers for Pygo2 shRNAs, qRT-PCR, and CHIP.
